RT is released by the action of viral protease. However unlike other viral proteins RT is 23 subject to an internal cleavage event leading to the formation of two subunits in the 24 virion -a p66 subunit and a p51 subunit that lacks the RNase H domain. We have 
Plasmid Constructs and Mutagenesis

147
Plasmids used for VSVg pseudotyped HIV-1 production were: CSII-EGFP; an HIV-1 148 based vector encoding for GFP driven by EF-1a promoter. ΔNRF; encodes for gag, pol, 149 rev, tat and vpu of HIV-1. pMDg; encodes for vesicular stomatitis virus glycoprotein.
150
RNase H N-terminal mutations were introduced into ΔNRF by PCR mutagenesis (PCR 151 Primers available upon request). PCR products, which contain the specific mutations, TGA TTC 3'. PCR products were then digested with HindIII and cloned into pRK5-vpr.
166
Same strategy was used for generating pRK5-vpr-RT-IN constructs, the following 167 reverse primer together with forward primer above was used for generating the PCR 168 product including RT and Integrase; 5' GCT CAA GCT TTT AAT CCT CAT CCT GTC 9 TAC 3'. pLR2P-vpr-p51-IRES-p66 was previously described and was a kind gift from Dr 
178
PCR products were digested with BglII and MluI and ligated into pLR2P-vpr-p51-IRES-179 p66 cut with the same enzymes. pLR2P-vpr-p51Δp66 was generated by hydrolyzing GagPol. RNase H mutants were cloned into pRK5-GagPol-FS from the ΔNRF 191 containing the corresponding mutation using BsrGI digestion. were normalized to WT virus using p24 ELISA as described previously (17 showed the most pronounced decrease in virion integrase levels as well. We further 274 probed the RNase H mutant virions for viral capsid protein (p24) to determine whether 275 the mutations we introduced caused any gross aberrations in assembly or processing.
276
As shown in the bottom panel of Figure 2A , a product of the Gag processing, p24, is 
298
As the concentration of ritonavir increased the levels of processed p24 decreased with a 299 corresponding increase in the amounts of higher molecular weight products such as RT p66 species that may dimerize with a mutant RT if both were present in the virion.
319
To examine these questions we delivered p66 synthesized independent of GagPol into our ability to detect RT that is made from the frameshifted GagPol polyprotein (1).
369
Hence we used a GagPol transcript with an engineered frameshift that would produce 370 only full length GagPol polyprotein ( Figure 5C ). We further introduced an N-terminal a D25A mutation into the protease gene in our viral production helper plasmid ΔNRF.
417
Since the packaging of p66 into the virus particle requires binding to the p51 subunit in 
427
These results indicate that dimerization of RT p66 with p51 is impaired when the N- 
484
In addition to the absence of RT, some RNase H mutants also contained diminished 485 amounts of intravirion integrase (Figure 2A ). There is also a concomitant appearance of 
496
The fact that we observed proteolytic processing of Gag to p24 by viral protease and 
